. Characterization of genomic acn transgenes. (A-F) Micrographs of third instar eye discs stained for the Boss ligand, which is expressed on the apical R8 cell surface (large dots) and internalized into R7 cells (arrowheads). The Boss ligand cannot be detected in R7 cells of acn mutant eye discs (B; Haberman et al., 2010) , but in wild-type control (A) and flies expressing the indicated genomic acn rescue constructs in a acn 27 /acn 1 mutant background (C-F), normal Boss staining was restored. Bar, 5 µm. (G) Transcript levels of Myc-tagged Acn transgenes were averaged from three experiments with five female flies each using quantitative RT-PCR and normalized to levels of rp49 transcription. (H) Larval lysates from wild-type or UAS-Acn-RNAi/+; Da-Gal4/+ larvae were separated by SDS-PAGE. Western blots were probed with antibodies against Acn or Actin to control for loading. (I) Western blot of lysates from 96-h fed or starved size-matched larvae from indicated Acn transgenes probed for Acn and Actin. (J) Quantification of Acn levels relative to Actin from three Western blots as in I. Detailed genotypes are listed in Table S2 . wt, wild type. Error bars show means ± SD. *, P < 0.05; **, P < 0.01; ***, P < 0.001. Figure S2 . Autophagy measurements in genomic acn transgenes. (A-D) Micrographs of fat bodies from 96-h fed or starved size-matched larvae from indicated acn transgenes. Fat bodies were stained with LysoTracker and TO-PRO-3 iodide. (E) Quantification of LysoTracker punctae averaged from five larvae from one representative experiment out of three repeats. (F-J) Micrographs show fat bodies from 96-h fed or starved size-matched larvae. Genotypes are wild type (F), dcp-1 (G), Da-Gal4, UAS-Dcp-1-RNAi (H), Da-Gal4, UAS-Dcp-1-RNAi, UAS-Acn-RNAi (I), and Da-Gal4, UAS-Dredd-RNAi (J). Fat bodies were stained with LysoTracker (red). See also Fig. S1 H for efficiency of Acn knockdown. (K) Quantification of LysoTracker punctae averaged from five larvae from one representative experiment out of three repeats. (L) Western blot of lysates from 96-h fed or starved size-matched larvae from the indicated Acn transgenes probed for ATG8a. (M) Quantification of ATG8a-II to ATG8a-I ratio from three Western blots as in L. wt, wild type. Error bars show means ± SD. *, P < 0.05; **, P < 0.01; ***, P < 0.001. w* , GMR-Gal4/+ ; UAS-HttQ93/+ w* , GMR-Gal4/UAS-Acn-RNAi (KK111555) ; UAS-HttQ93/+ 9, C and D w* , GMR-Gal4/+; UAS-HttQ93/+ Full genotypes are listed for all flies used in different panels of each figure.
